[Abstract] Bdellovibrio bacteriovorus HD100 is an obligate predator that preys upon a wide variety of Gram negative bacteria. The biphasic growth cycle of Bdellovibrio includes a free-swimming attack phase and an intraperiplasmic growth phase, where the predator replicates its DNA and grows using the prey as a source of nutrients, finally dividing into individual cells (Sockett, 2009 ). Due to its obligatory predatory lifestyle, manipulation of Bdellovibrio requires two-member culturing techniques using selected prey microorganisms (Lambert et al., 2003) . In this protocol, we describe a detailed workflow to grow and quantify B. bacteriovorus HD100 and its predatory ability, to easily carry out these laborious and time-consuming techniques.
1. Preparation of prey cell suspension ( Figure 1A) www.bio-protocol.org/e2177 bacteriovorus HD100 on a lawn of prey on DNB agar plates after 2-3 days of incubation at 30 °C.
Bdellovibrio cell number can be quantified as plaque-forming-units (pfu/ml).
B. Calculation of the viability of Bdellovibrio and prey cells ( Figure 1C )
Make serial dilutions of the co-cultures from 10 -1 to 10 -7 (see Note 5) in DNB medium.
1. Determine Bdellovibrio viability using the double layer method (see Figure 1C) b. Add 0.5 ml of prey cell suspension (P. putida KT2440 prepared at OD600 = 10 in HEPES buffer; see Figure 1A ).
c. Add 0.1 ml of the appropriate dilution from the co-cultures.
d. Vortex the tube gently.
e. Rapidly, pour the mixture onto a DNB 1.5 % (w/v) agar plate.
f. Incubate the plates for 2-3 days at 30 °C. Bdellovibrio growth is monitored as plaque-forming units per milliliter (pfu/ml) developing on a lawn of the prey ( Figure 1D ).
Calculation of prey cell viability
Place 10 µl of each dilution on LB agar plates (see Note 5) and incubate them at 30 °C. Prey cells are counted as colony-forming units per milliliter (cfu/ml).
Data analysis
A representative graph of the predatory activity of Bdellovibrio is shown below (Figure 2 ). Predator and prey cell number at the beginning of the experiment (0 h) and after 24 h of predation upon P. putida KT2440 are represented.
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